Methylation-specific PCR. Bisulfite modification was performed using The CpGenome™ DNA Modification Kit (B) Following treatment of U251 and U251/TMZR2 cells with 800 micro-M TMZ for 96 h, caspase-3 activity was measured in cell lysates containing equivalent amounts of protein using a specific substrate: Ac-DEVD-MCA. The data are expressed in arbitrary units. Each value represents the mean of three independent experiments. Bars, SD. **, P < 0.01.
each
PCR. The human MGMT primers used were:
5ʹ-CCTGGCTGAATGCCTATTTC-3ʹ (forward primer) and 5ʹ-AGGGCTGCTAATTGCTGGTA-3ʹ (reverse primer). Primers for the GAPDH internal control were: 5ʹ-ACCACAGTCCATGCCATCAC-3ʹ (forward primer); and 5ʹ-TCCACCACCCTGTTGCTGTA-3ʹ (reverse primer). Twenty-seven cycles were performed, with each cycle comprised of 98 °C for 10 s for denaturation, 55 °C for 30 s for annealing, and 72 °C for 1 min for extension. MGMT full-length cDNA was used as a positive control.
